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1.0

2.0

3.0

4.0

INTRODUCTION

Single-use wipes containing chemical sanitizers suitable for use on lightly soiled,
nonporous, food contact surfaces are generally tested by a time kill method where the
cidal effect of a specific concentration of chemical agent is measured against both a
Gram negative and a Gram positive bacterium over a specified time period. The
percent reduction in numbers of test bacteria containing a soil load is calculated as
compared to a positive control. Standard practices for testing use the AOAC
Germicidal and Detergent Sanitizing Action of Disinfectants Method as described in
Chapter 6, Disinfectants, Official Methods of Analysis for AOAC Intemational, ™
Edition, 2000, Section 6.3.03. This method will be modified to test a single-use wipe
on a moderately soiled, rough plastic surface in accordance with the EPA Interim
Guidance “Non-Residual Sanitization of Hard Inanimate Food Contact Surfaces
Using Pre-Saturated Towelettes (April 12, 2001)".

PURPOSE

To determine the sanitizing action of a wipe containing a chemical agent that can be
permitted for use in sanitizing moderately soiled, rough plastic surfaces.

STUDY SPONSOR AND SPONSOR REPRESENTATIVE

B A o R e e e e e e e e A S e

Kimberly-Clark Corporation
1400 Holcomb Bridge Rd.
Roswell, GA 30076

Telephone No.: {770) 587-8678
Fax No.: (920) 225-3435

REPRESENTATIVE: Rhonda D. Jones .
Scientific & Regulatory Consultants, Inc., PO Box 1014

Columbia City, IN 46725
Telephone No.: (260) 244-6270
Fax No.: (260) 244-6273

TEST FACILITY AND INVESTIGATIVE PERSONNEL

A A e e e e e R

Hill Top Research, Inc.
Main and Mill Streets
Miamiville, Chio 45147
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4.0

5.0

6.0

7.0

TEST FACILITY AND INVESTIGATIVE PERSONNEL CON'T.

Telephone No: (513) 831-3114

Fax No.: (513) 831-1217

Study Director: Kathleen A. Baxter, B.S.
Study Manager: Jane M. Young, B.S.

Other Investigative Personnel:  Margaret K. Haines, B.S.
Patricia M. Schario, B.S.
Elizabeth A. Schumacher, B.S.
Report Writer: Linda G. Schockman

APPLICABLF REGULATION

Federal Insecticide, Fungicide and Rodenticide Act (40 CFR Part 158)
EPA Interim Guidance “Non-Residual Sanitization of Hard Inanimate Food Contact
Surfaces Using Pre-Saturated Towelettes (April 12, 2001)”

RESEARCH STANDARDS

This study will be run according to Good Laboratory Practice Standards (40 CFR Part
160). In-Life Phase and Final Report audits will be conducted by the Quality
Assurance Unit of Hill Top Research, Inc.

EXPERIMENTAL DESIGN

Plastic pans identified as “Nalgene® Polypropylene Pan” [pre-sterilized] are
inoculated with a specific number of the test bacteria, containing 5% Fetal Bovine
Serum to represent a moderate soil load. Plastic pans were selected as they allow the
test surface to be thoroughly submerged in the recovery/neutralization media thus
achieving reproducible recovery and immediate neutralization. A deeply grooved
pattern was mechanically pressed into the bottom of the plastic pans to simulate a
rough plastic surface. The inoculum is placed on the rough area (5 and 7/8” X §)on
the bottom of the pan. A sufficient number of pans are inoculated to represent the
specified wiped surface area for testing (wiped surface area per pan measures
approximately 13.25” X 11" or 1 square foof). The pans are then wiped with a wipe
(12" X 12”) containing the chemical germicide for a specified period of time. At
predetermined exposure time(s), 30 seconds, the remaining chemical agent on the pan
is inactivated, and the surviving bacteria are enumerated. The percent reduction in
numbers of test bacteria is then calculated. The percent reduction in numbers of
bacteria is calculated from a positive control.

November 1, 2002
Page20f 12

December 30, 2002
Page 27 of 44



HTR Study No.: 02-120918-106 c ﬂ Pv

Kimberly-Clark Corporation

HTR Ref No.: 02-126918-106 ’ N
Modified AOAC Germicidal and Detergent
Sanitizing Action of Disinfectants Protacol — Rough Plastic

Hill Top Research Confidential
8.0 PROPOSED EXPERIMENTAL STARTING AND EXPERIMENTAL
TERMINATION DATES
Proposed Experimental Starting Date: November 6, 2002
Proposed Experimental Termination Date: November 8, 2002
Proposed Completion Date: December 6, 2002

9.0

10.0

11.0

12.0

13.0
13.1

TEST SUBSTANCE IDENTIFICATION

Two lots of the test substance identified as Kimberly Clark Corporation EPA
Registration Number 9402-9 will be used for testing: Code 7345-90A (Saturation date
10-8-02) and Code 7345-91A (Saturation date 10-8-02). The lots of test substance
were transferred from Hill Top Research Study Number 02-120917-106 and will be
assigned Hill Top Research codes for the generation of the test data.

TEST SUBSTANCE CHARACTERIZATION

The sponsor will assume responsibility for test substance characterization according
to 40 CFR Part 160.105.

TEST SYSTEM JUSTIFICATION

The test system is designated by federal regulations: EPA Interim Guidance “Non-
Residual Sanitization of Hard Inanimate Food Contact Surfaces Using Pre-Saturated
Towelettes (April 12, 2001).”

TEST SYSTEM IDENTIFICATION

The test organism to be used in this study will be Shigella boydii, ATCC 9207 with
5% Fetal Bovine Serum incorporated as the soil load according to EPA Draft Method
Guidance #02, April 12, 2001. These organisms will be assigned a unique code to
provide for the correct generation of data.

TEST PROCEDURE

The study will be conducted according to the Germicidal and Detergent Sanitizing
Action of Disinfectants Method as described in Chapter 6, Disinfectants, Official
Methods of Analysis of AQAC International, 17 Edition, 2000 Section 6.3.03
{Appendix I) with modifications and the EPA Interim Guidance “Non-Residual
Sanitization of Hard Inanimate Food Contact Surfaces Using Pre-Saturated
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13.0 TEST PROCEDURE CON'T.

13.2

13.3

134

13.5

13.6

Towelettes (April 12, 2001).” Records will be maintained to verify compliance with
these procedures, and any approved modifications to these procedures.

The wipes (test substance) will be tested against the test organisms containing 5%
Fetal Bovine Serum to represent a soil load.

The wipes will be tested as received from the sponsor. The wipe will be 12" X 12”
and removed from the roll immediately prior to testing. [Two sheets will be
removed from the roll and discarded prior to removing the test sheet.] One (12"
X 12") wipe will be used to wipe 4 pans/carriers. One wipe will be used to wipe the
specified total test surface area represented by wiping consecutive carriers. The
surface area wiped per carrier measures approximately 13.25” X 11” allowing each
pan to represent | square foot of wiped test surface (4 pans represent 4 square feet of

surface area wiped), [The wipe will be folded two times in half so that each separate folded
portion of the wipe will wipe one of each of the four test pans.}

Exposure conditions will be for 30 seconds at 23 +1°C after a wiping time of 30
seconds.

The neutralizer will be AOAC Neutralizer Blanks with Sea Sand in 400-mL amounts.
Neutralizer effectiveness will be determined according to Hill Top Research Standard
Operating Procedure 11-DEPP-20-0015A with both test organisms using the plastic
pan. The neutralizer will be added to the wiped pan and then the surface will be
rubbed [~34 times in the vertical position, ~18 times in the horizontal position, and
once around the entire edge (repeat 2 times) in a period of approximately 1 minute]
with a sterile rubber policeman to remove the bacteria.

Other modifications to the AOAC method are as follows:

1) The organisms will be harvested using 1.5 mL of AQAC Phosphate Buffer
Dilution Water per bottle instead of 3.0 mL as listed in Section 6.3.03D of the
AQAC method.

2) A 0.8-mL aliquot of the adjusted test culture suspension (~1.5 £0.5 x 10*) will be
used to inoculate each gridded test surface (5 and 7/8 “ X 8™) so that each area of
test surface (1 pan/1 square foot) will be inoculated to contain approximately 2.8
X 107 CFUlcarrier for 1 pan [1 sq. fi.] yielding a count of ~7.5-12.5 X 107
CFU/total surface area. The inoculum will be spread evenly over the panina
drop-wise fashion so that rows of drops are applied to the rough area on the
bottom of each plastic pan (a pattern consisting of ~8-9 drops X ~10-11
drops). The pans will then be allowed to air dry for 40 min st 37+2 °C and a
relative humidity of at least 50%. The pans will be loosely covered with
aluminum foil during the drying process.
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13.0 TEST PROCEDURE CON'T.

3) Numbers controls for each test organism will be conducted using four pans to give
the final count per total surface area (4 square feet).

4) Growth will be confirmed by macroscopic examination rather than the method
listed in Section 6.3.03] of the AOAC method.

5) The recovery medium will be Tryptone Glucose Extract Agar with 25 mL/L
AOAC Stock Neutralizer. Incubation will be at 35 + 2 °C for 48 £ 2 hours.
Plating will be conducted within thirty minutes of neutralizing the test substance
by the Pour Plate Method. Two, 10-ml. amounts (10™") of the AOAC Neutralizer
Blanks with Sea Sand will be plated across three plates and duplicate 1-mL and
0.1-mL amounts (10”and 107 dilutions) will be pour plated. [AOAC Phosphate
Buffer Dilution Water with Sea Sand (400-mL) and AOAC Phosphate Buffer
Dilution Water (9-mL) and Tryptone Glucose Extract Agar will be used for the
numbers controls.] Plate counts will be conducted in duplicate (a + b) and
averaged for each pan. Colony counts per milliliter will be multiplied by 4 to
yield Celony forming Units (CFU’s) per square foot.

13.7 Observations of conditions during the test will be recorded in the study records.

13.8 Plate counts will be conducted on the expressed fluid from the wipes
immediately after wiping the pans (carriers). Dilutions will be conducted in 9.9 mL
or 9 mL volumes of AQAC Neutralizer Bianks with plating as outlined in Section

13.6(4 with modifications to account for use of 100 mL of diluent in place of 400 mL
of dituent.

13.9  The percent reduction in numbers of test bacteria per square foot of surface area (each
pan) will be determined as follows:

For each pan

9% Reduction/ 1sq. R. =
[Mean (Avg.) of Numbers Control (Pan a +..Pan 4b) - Survivors of Individual Pan (a + b))
3 2 X100

{Mean (Avg.) of Numbers Control (Pan 1a + ... Pan 4b)]
8
13.10 The percent reduction in numbers of test bacteria per total surface area will be

determined as follows:
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13.0 TEST PROCEDURE CON'T.
For each of the 4 pan set (4 square feet}
%% Reduction/ 4 square feet. =

{Sum of Numbers Control (Pan ja*t ... Pan 45)] - [Sum of Survivors (Pan 12 +.4b)
2

2

[Sumn of Numbers Control (Pan la+ ... Pap 4bY]
2

COPY

X 100

13.11 The percent reduction in numbers of test bacteria per total surface area, including the
surviving organisms recovered in the expressed fluid from the wipe, will be

determined as follows:

For each of the 4 pan set (4 square feet)
9, Reduction/ 4 square feet. =
[Sum of Numbers Control (Pan la+ .. Pap4b) —[(Sum of Survivors Pan 1a +...4 b/2) + Survivors

from Expressed Fluid)
X100

2
[Sum of Numbets Control {Pan Ja + ... Pan 4b¥]
2

140 STATISTICAL METHOD

D e e e

No statistical analysis is required to interpret the results of this

150 REPORT

study.

A draft report will be issued, for review by the sponsor, prior t0 issuing the final
report. The report will include (but not be limited to) identification of the test
organism, test procedure, protocol modification (if any), identification of the test

material, solvent (if any), test concentration, subculture media,

16.0 DATA RETENTION

results, and summary.

The final report and a copy of the raw data will be sent to the sponsor following

completion of the study. All records that would be required to
and demonstrate adherence to the Protocol will be maintained.

reconstruct the study
Following completion

of the study, the original raw data and the original of the final report will be
maintained indefinitely in the form of hard copy to comply with EPA record keeping
regulations. The testing facility will retain a copy of these study records in the form

of microfilm.

Upon completion of testing, the test substance will be held for one month and then

destroyed; or, at your request and cost, sent back to you.
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17.0 NOTICE

If it becomes necessary to make changes in the approved protocol, the revisions and
reasons for change will be documented, reported to the sponsor and will become part
of the permanent file for that study.

Similarly, the sponsor will be notified as soon as is practical whenever an event
occurs that is unexpected and may have an effect on the validity of the study.
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18.0 P .0T0C0L APPROVAL FORM
MICRO ‘IOLOGICAL SERVICES DIVISION

LL TOP RESEARCH, INC.

TITLE CE COD

:
Modified AOAC Germicidal and Detergent DISFPRO\GERM.SANKIMC
Sanitizing Action of Disinfectants-Rough Plastic

PROTOCOL APPROVED FOR: HILL TOP RESEARCH, INC-

BY: %)W%W [ 0L g2

falhleen A, Bax"icr, B.S. Date
'Study Director |
Microbiological §cwic¢s Division

Protocol Approved By ;E. ponsot’s Representative):

Rida ]>~ OV 1mY0a

Sigded: Rhonda D. Jonés Date
Title: Agent for Kimberly-Llark Corporation
Scientific & Rc#ulatory Consultants, Inc.
PO Box 1014
Columbia City, [N 46725
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CHOMFECTANYS ADAT OFFCIAL METHODS OF ANALTSIS (2000)
Chapler 8, p. 10
8.3.03 . () Phagphate buffer dilurisn warer..=Add 1,25 mE ¢.25M phos-
AOAC Official Method 960,09 phate buffer stock salution, (e}, to 1 L H,0 and dispense in 99 mL
Germicidal and Detargent portions, Autociuve 20 min a 121°C.

Sanitizing Action of Disinfectants
. Firal Action 1960

(g) Testorganizms.~=Use Escherichia coli ATCC No. 11229 ar
Staphplocdeeus aursus ATCT 6518, Incubate 24 nd 48 b, respec-

Final Action tvely. Maintain gock cultutes on nutrient agar (ACAC), (a}(3), ut
. refigerator tempersture.
(Sultable for determining mini ion of chemical that
can ba permitted for yes in sanitizing ptec.'lumd. nosparaus food 8. Resiatance to Phanal of Test Cuflures
comtact surfaoes. Mini 4 stanting o is T i i to phenol at teast every 3 montha by 955.11
T~dx this jon, Tast aico d& ‘ ‘water hard- - {sex 6.1.01). Resistance of E. coli theuld be equivalent to that speci-

ness for claimed concentrations. As conltrgl, check mocurscy of
hard-water mlerance results with pure C,, alicyt dimethyl beazyl am-
monjum chioride at 700 and 900 ppm (i gAmL) hardness, sod pure

fied for 8. typAl in955.11D (see 6.1.01) and that for 5, sureus equiv-
alent to that specified for this organism in 955.12 (res 6.1.02); also,
use procedures under $9LA8A(b) (see 6.2.03) for 5. aureas.

Ciq eyl dis:e:\ylbmyl chlorids [Cetalk Chlo- C. Apperatur
tide], az 400 and 550 } hardness, exprassed as CaCO,.

. ) gmLivpn prasied s CaC0) {2) Glarsware—250 mL wlde-mwﬂ\ E:qun:yen’. 100 mL
" i Mohr, I, andfor bacteri | {APHA speeifi-

(8) Culrure media—(1) Nuirient agar A—Boil 3 gbeol exiract,
5 g peptoae (from Difce No. 0118 of equivalent; special grades must
nothe used), end 18 g salt-free agarin 1 LH,0. Donot use premixed,
dehydrated media. Tube, and astoclave 20 min o 121°C, Use for
daily transfer of teat cultare. (2) Nutriens agar B.—Prepare 13 sbove
batuse 30 g agar. Use for growing test eultures |n Freteh square hot-
Hes. (3) Mutriem agar (AOAC).—See 955.11A(e) (re¢ 6.1.04). Use
tor preparing stock culture slants,

() Subculture media -4l Ue ryplone glucoss ulnc.t agar
{Difce No. D002), adding 25 mL stock neutralizer, (¢)/L.
(2) Tryptone glucoss extract agar (Difco). ’

(¢} Nestrallrer rtock solusion.—Mix 40 g Lecithin (Alcolec
Granules, Amedican Lecithin, PG Box 1908, Danbury, CT 06813,
USA [25-50 kg containens only) or Advanced Lecithin Products,
PO Box €77, Danbury, CT 06804, USA), 200 mL polysoctace 80,
ad 1.25 el phosphate bufter, (e); dilute with Hy0 tor 1 L and adjust
o pH 72. Dispemin 100 mi. portions and sutacliva 20 min at
121*C,

{d) Newtralizer blamkr—For use w]'h $200 ppo quilomary am-
mmiium compound. Mix 100 mL neutralizer stock solution, (e},
3 pLO.!SMMnaMumkmluﬂm. (exand 1573 mL 1,0
Dirpanae 9 mL portiona inte 20 x 150 rar tubes. Antoclava 20 min
at 121°C.

(%) Phosphate buffer reock rolution.—025M. Distolve 340 g
KHLPO, in 500 mlL 5,0, sdjnat o pH 7.2 with 1M NaOH, apd dilutz
wll

Table 960.09A farcentiight tr !

uﬁnn} pipets: 20 % 150 mm test tubes, Storllize at 180°C in hot air
oven 22 h

{0} Petri dishas.—Sterile,

() French square bottles.—175 mL, flint glacs.

(&) Water bath —Cotteolled 2 25°C,

D. Preparation of Culture Suspension

From ttoek culture inoculate tube of nutrient agar 4, A(n)(f), md
make 23 ive daily fers. (30), ncubating
20-24 h at 35-37*C. Do not use tranafers >30 days. If only | duily
uansfer has been missed, no special procedures ane required; if
2 daily tzansfers are missed, repeat with 3 dailly teanafers.

Prepare 175 mL Franch square culture besties comaning 20 mL
nutrient agar 8, A(3)(2), vitockave 20 min st 121°C, and lot solidify
with bottle in horizoatal position, Inoculsie culture bottles by wath-
ing geowth from alant with 3 mL phosphate buffer dilution H0,
A(D), fito 99 sl phosphate buffer dilution Hy0, and adding 2 mL of
this suspenaion Io each culture bottle, tiiting back and forth to dis-
tribube saspension: then drain excess liquid. Incubare 18-34 b at
3$-37°C, agar side down. Remova culture froos sgar surface of 4 or
mare bottles, using 3 wl. phosphae buffer dilution H,0 and glasa
beads in exch bottle 10 suspend growth. Filter muspension through

- Whakmsn Ne. 2 paper prawel with 1 il sterile phosphate butfer,

at varisus

and collect in st2rils tube. (To hasten filtration, ub paper geatly with
sterile poli 3} Standardi 1o give average of 10 x

10° organisms/mi. by dilistion with smileptmphmbuffetdllnnun ‘

Hy@, A0

corresponding to hacterial eoncantrations

% Light tranemission with ltery, am

. avvaage \
an dzo 40 E30 180 580 850 countmL
70 .40 60 L1 89 70 8.0 130« 104
80 5.0 70 L8 10 20 ()] ns
2.0 &0 80 80 a0 0o 0.0 102
10.0 70 80 80 8.0 1.0 "o [T
1o a0 10,0 160 10.0 120 130 .o
13.0 9.8 12.0 120 120 130 15.0 a7

© 2000 ADAC INTERNATIONAL
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AQAC OFrciaL METHODS Of ANALYSS (2000)

—Rough Plastic

DISMFECTANTS
Chapter 8, p. 11

Table 96¢.098 Praparation of BaS0. suspsnsions
corresponding lo bacterial

(¢} Determination—Dilute 5-25 mL test samples (depending on

2% Bally 1% Hy50, - Aveiage bacteral
d No.  solution, mL  (vA] solution, mL tountml.

49 eso 5.0 10
5.0 5.0 75
80 o BS
70 830 0.0
80, 20 120

100 20.0 125

120 8.0 15.0

T A

hardsess) 1o 50 mL with H,0 in Brieomeyet or casserole. Add 1 ol
buffer solution (67.5 g NK,Ci and 570 ml. NH,OH diled to 1 L with
H;0). 1 mi inhibitor (5.0 g NusS-9H, O or 3.1 § Nag3-SH;O dissolved
o 100 L H,y0), and ove or2 drops indicater sobution (0.5 ¢ Chroma
Black T in 100 2L 60-80% aleohel). Titrate with BDTA standard so-
Iution skarwly, stirring comdinunusly, wntil fast reddish tnge disappears
from solution, adding last few deops at 3-5 s intervals.

Hardness 15 mg C:CU,.'L "
{mL standard soiution x 1000)¥mL test sumple
. Preparation of Tast Sampies

i Lometron colorimetar is used, diltte suspsnsion in sterile
Lumetron wbe to give % Taccording te Tabis 960.094

IrMeButlend nephel and BaSO, durds are used, select
T tbas of same id ap that Intng tost culture suspesalon. Place
10 mL of sach suspension of BaSO,, prepared a4 indicatad in Tu-
le 960.098, in cach tube and seal tube. Standardize surpension to
cocvespond to No. 4 standard,

K, Synihatic Hard Water

Prepare Solution 1 by dissolving 21.74 g MgCi; (or equivalent of
hydeates) and T3.99 g CaCl, in bolled distilled H,O and difating 1o
1 L. Prepare Sofution 2 by dissolving 556.03 g NaHCO, in boiled dis-
tillad HyO andt diluting to 1 L. Solution ! may be heat stenilized; So-
lution I must be slerilized by fltation. Flace required amount
Solution ] in sterile 1 L fiask snd add 2600 mL sterile distifled H,O;
then add 4 mL Solution 2 and dilnte o | L with stedile distilled H,0.
Bach mL Solution I will give a water equivalent o ¢a 100 ppm of
hardiess calculated s CaCO, by formula:

Total hardness a5 ppr (4 g/ml) a0,y = 2495 x ppm Gup/rl) Ca
.+ 4115 x ppm upml)} Mg

pH of A1l tesl watars <2000 ppm (ug/mL) hardness should be
7.6-8.0. Check prepaced synthetic waters chemically for rdness st
mﬂmmmhwiummdmoﬂwmd\mdmibsdm
APHA, Standard Meihods for the Examination of Water and
Wartewarer 20ch B4, 1998,

F. Hardness Mathod

(a) EDTA rtandard solution.—Dissalve 4.0 ¢
Na H;EDTA-2H,0 and 0. 10 g MgCly-6H,0 in 800 il Y, 0 and ad-
juatby subsequent dilution s that 1 mL of sclution is equivalent
1 mg CoCOy when tiorated ax in {¢). Check EDTA wolution after

ion or, if lalty purchased, against CoCO, standard
ul.em every 3 moaths,

() Caletum standard solution.—) ml = 1 mg CaCO,. Weigh
1,00 g CaCO,, dried ovemight or longer &t 105°C, into 500 mL.
Erdertneyer and »24 dilate HCL through funnel until CoC0, is dis-
solved. Add 200 mL B,O, boil to expel CO;, and ¢ool. Add few
drops methy! red indieator and adjust color to intermediae orange
withdilute NH,OH or HCl as required. Transfer quantitativelyto 1L
yolumetric fusk and dilute to yolume.

Uss composition declared or d a3 guide (0 tegt sample

. weight required for valume sterile H;0 used ta prepare 20 300 ppm

{ug/mL} solution, Prom this stock dilution, trans fer 3 mLinto 9% mL
of the water to be used in test to give concentration of 103 ppm
(wg/mL) . Tn making tranafer, Gll 4 mL. pipet and drain back into

0PY

stock solution; then tefill, to cocrect for adsarption on glass. Alter -

nﬁ:inl.diu_:ud 1 mL to pravida 99 mL. of the test water in H.

H. Opersiing Techniqus |

Measute 99 L water ta be used in lest, comtaining bactecicide at
concenration to be tested, into chemically clean, sterile, 250 mL
wide-mouth Edenmeyer and place in constunt texiperature bath un-
til it resches 25°C, or 220 min. Prepare duplicate flasks for each ger-
micide to be tested. Also prepae similar Dusk containing 99 mL
sterile phosphate buffer dilution HyO, A(D, as “initisl surmbers™
contrel.

Add { L. culture juspension to each test lusk a9 follows: Whirl
flusk, stopping just befare suspesion is sdded, creating encugh re-
sidual motlon of liquid to prevent pooling of suspension at point of
contact with 125t water. Add suspension midway between ceater and
edgs of surface with tip of pipet sfightly immersed in test sohution,
Avoid touching pipet 1o neck or sida of flask during addition. Trans-

fer 1 el portions of this d culture 1o lizer bianks sx-
wtly 30 and 60 » ufter adddition of susp Mix well i diately
atter transfes.

For "numbers control” tansfer, 24d § mL culture susperaion to

99 mL sterile phosphate dilution HyO in same manner, bn case of .

numbers ¢omerol, plants need be made anly immadiately after sdding
and mixing Ihoroughty 230 s. (It is sdvantageous to use mitk pipets
to 3dd calbure and wilidtaw test samples.}

Plate from neutratizer lobe o agr, osing subcultare medivm
A(b)(]) for quaternary ammonivrm compounds and A(bX2) with
numisers control. Where G. | mL pottions ars plusted, use 1 ml. pipet
graduated in 0.1 mL intervals, For dilutions 1o give countable plates,
use phosphate bulfer dilution H,O, A(0), Fort numbers control, use
following dﬁuunnm Teanafer § mL exposed culture (1 miL
cultore suep ferred to 99 mL phosphate buffer dilution
H,0 in H,0 buth) io 99 il phosphata bufier dilution HaO, A(D, (di-
fution ]}, Shake thoroughly and transfes 1 mL dilution ] 1o 99 ol
phosphate buffer dilution H,0, A(D), (ilution 2). Shake toraughly
mnd transfer 1 mL déluslon 2 to 99 mL photphate baffer dilution H,0
(ditution 3). Shake thoraughly and trepsfer four | ml sod four
0.1 mL aliquots from dilusion ¥ 1o individual sterile Petri dighes.

For le8t samples, wse following dilution procedure: Tranaler | mL
exposed culture into 9 mLnentrallzer, A(d). Shake and stansfer four
1 mL. and four 0.1 mL akiquots to individual sierils Potri dishes. For
mombers eoeirol, use subcultuce medivm AN 2); for tasts with qua-
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Modified AQAC Germicidal and Detergent

Sanitizing Action of Disinfectants Protocol — Rough Plastic

Hill Top Research Confidential

AOACMMMWMMM(M

N )

rernary p e modivm A(b¥(2). Cool ager

solidify, end thwep b jbae 48 bt 35°C befoes countia

L Pasulls
Tohﬂhdvﬂﬂ.mhnﬂwuwm

ammuwwmaqﬁmmm;m—

pﬂmhmﬂuumd'mdmmm

mambacy cnnivol. Cour bers couiral for germicide teat mix-

ours shoold Eall betwasn 75 and 125 * 10mL for percest redactions

0 be considered valid.

4 Sterlty Controls

(£33 mwlﬂmmwm
()] Wasser.—Plade | mlL froos each typs of water used.

Reforences: Am. J. Public Heolth 38, 1405(1948).
1, Mk Food Technal 19, 183(1956).
Fed Regist 3L, T0H(1956).
JAGAC 41, SA1(1958Y; 36, J08(19T3).

AQAC Official Mathod 061.02
Germividal Spray Producis
av Disinfectants
Frat Action 1961
Final Actien 1954

G, Operating Techniqua

Thoroughly shaka 48 b nutriest broth culiures of

holerassuis snd §. aursus sod let sattle’ 10 min. For

., & follow of celture wader 9YLASA(C)

(tee K205). With stetil ceplllary pipet ot stesTle 4.0 mn loop,

0.01 mL cultars outo 1.3 i sterile test slide in Petri Sish
diab y:prndulfnrnlywuﬁuuu.(:wudhh

hideely and uniil 12 slides have booa pre-
or'es m(\ln!:lidnum.)m-nllidu
nid st 37°C.

Speay 1iAsl1d time s0d distance. If wo tioe or

for
d .uumlnl.ft.{wm).ﬂoldndulit
aﬂmﬁwﬁ.hdmnfusﬁdswiudivmﬁ'
ph ining 20 ml, sppropr bcniare me-
: (uci.l.ﬂl.).wkhﬂmﬂlhmshhnl-

taye U umwmmw-h.nb
beullure to fresly lndividuil 1abes of subculome broth. Treaster
2 o as vishility I, o inefividual subeal
ebes in szmo gr. -

o ? J secondary tamlay 48 hat
AP Resdm+ ) or=(n0 growh), Killing of teet orpanisms
100l 10tulsls wridence of disinfecting sction.

ATAR) (sec 6.202), for 5 awrenr,

COPY

ISLABALL) (see 6.203N for P. serupinosa, see ILAA(S)

see 935,774 i D (Joe 62.00).

of respective test cuitr and
ol iavinates bactaciostasis a3

canse of fack of growth. i 1s question ax'to pasalbility of
omintog effect of sprys wl pressurived =3 souree of growth in sobcultare tebes, maks
e iouted surfaces.) gram stains andior subcuiture for Beation, sccording to te-
spective tast caltute.
1€ fangicidal activity a3 well as activity Ls invoived,
alia xad reageats specified in.99147A() and () use test suspension of T. T apoces, 355070
RA(S) (ser 62.03); wad IFLAYA(R) and (W) (324 6.3.07), andi progere 12 slides, nsng 0.01 sl stmxlard spors
pensl and sob inf exactly ss above. Make
(rophptes ATCC b I ghucose broth, 955,178
D (oe 6300), 10 Which has berm T daypm23-30°C. -
pralywth ol (Tridviu x100, Un- Ref TAQAC 64, XZO961% 58,
pevwion 1o facilitate sposading, Salmo-
il cholerassels ATCC NoNIO70R. waiatsined 23 ia 99LATAD) Soap Chem. Spac. 38C7), 6%
£.1.02), Stopivylococcat s ATCC No. 6538, mwirtaload &1
in PYLARA(D) {see 62000 ; ATCC 5.3.05
o, 134422, saalmtained 2y in 99149,

(pun 6.2.07), il i nelclicicnn:

(a) Coplllary pipers—0.1 til., gradusie
Sterllizs in air oves 2hat 180°C

b} Microicope slidar —Noptaresive, 25
or |8 x 36 mm glass alide. Stecilizs by placing b
Peur dizh pwted with 2 jhrses 9 oo (e pager (3
qivdnnhﬁte—lhnllo'c.

[5) lu:urhh;hlcu!mnulu—annx 200yn
Giass, Inc., PO Box B, Viseland, NJ 08350, USA).
N Mcul;;mn—-suppnm.mﬂmlﬁm 0

w deltver 001 mlL.

mo {1 %11,
duad alides in
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MAIN AND MILL STREETS
MIAMIVILLE, OHIO 45147

PROTOCOL AMENDMENT #1 Modified AOAC Germicidal and Detergent
Sanitizing Action of Disinfectants — Rough Plastic
One Step Cleaner Sanitizer

HTR STUDY NO.: 02-120918-106

SPONSOR & ADDRESS: Kimberly-Clark Corporation
1400 Holcomb Bridge Road
Roswell, GA 30076

SPONSOR'S REPRESENTATIVE: Rhonda D. Jones )
Agent for Kimberly-Clark Corporation
Scientific & Regulatory Consultants, Inc.
PO Box 1014
Columbia City, IN 46725

PROTOCOL AMENDMENT:

1. At the request of the sponsor representative on November 5, 2002, Section 13.11 of

the protocol will be amended. The current section will be deleted and replaced with
the following statement:

13.11 The percent reduction in numbers of test bacteria surviving in the expressed fluid
from the wipe will be determined as follows:

{Sum of Numbers Control (Pag la+ ... Pan 4bY] ~ [Survivors from Expressed Fluid]
2 X 100

(Sum of Numbers Control (Pan 1a+ ... Pan 4ni}
2

2. This change is being made to follow the May 22, 2002 Efficacy Review from USEPA
requesting that the percent reduction in numbers of bacteria surviving in the expressed
fluid from the wipe be calculated for EPA Registration Number 9402-0. ‘

APPROVED FOR: HILL TOP RESEARCH, INC.

BY: : [L7:07
thieen A. Baxter, B.S Date
Study Director
Microbiological Services Division
Page 1 of 2
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ACCEPTED BY: Kimberly fla:k Corporation

BY: QLJJJCD .CL h-B~02 .

Rhofxda D. Jones Date
Agent for Kimberly-C orporation
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